Wl Q^2M 16 0 -18 0 fcfc) 
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cargo receptor OiWfirtJSfitt^jWf 

16531 

iJl^T cl? Golgi h/Mate (EE,) Rafc'J-fr-i'frJVLTv^ ERGIC (ER-Golgi intermediate 
compartment) -53 t b 5 >^ :/;>57* ? h 7 (TGN) frfc^SftSKSfcN&OR? 
* S t VIP (veaiodar integral protein) 36 tt* Jl.-i'dT.flDiiSiSftffli*© T £ / &Beyj;J*T > u 
*T>£¥S^&n&*7M'Zkfrb* V1P36 "t ERGIC-53 jFV T^l"^ 

VIP36 w^>y-^#»«wtfSiatll<ftv^ffl'^-f'5''e5'7A'H8i)9*tt*JJro JUbrcfcw 
amurensis hemagglutinin (MAH) $ fiL\±rfJ ir h — Bauhinis pvtpvree lectin 

(EPA) iw^Mtt^x, ffilSt - *0*^**H^ftr*£fc£R;W: 0&AH/VTP36, 
BPA/VIP36) « C^^i.*^fflV^r*^Js<icAjV>'CUJ'-? L >&feir2i western blotting 

i^ftfetffv^fflrt^f WitSi i t -7f. ERGIC-53 i± C *SU^t-^ 
^ KKPF W&QU ERGIC ^ fc/Mfclfc'sroEH&S' ^"J- 1 3 ii, 2a 

v ?>* v > 0 - ?N3ET* C 1 ffft &ilTH4 IBPGTHP1. farm, TGN3S, 
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FLAG-tag ff?-S>V>£ VIP38 FLAG/VIP36 <VP6% PLAG/MAH/VIF36 (MF20), 

FLAG/BPA/VTP36 (BFIS) £gl&£ftj5t&fc>:£ J: b ftfe U FACS C £ 0 M£iET-0#m£ 

i«:i»XSSfcft*fri'»flljartOflft*-^rlllftUfc, ifc, Myctag- t&Oii»fc ERGIC-53 Offl 

(MycffiHGlC-53/UDPGT HPK Myc/ERGIC-53/furin , Myc/BRGIC-S3/TGN3S > 
Mye/ERGIC-53/CI-MPB,) i:c^t XlUyoy^r- £ - ? y W /?COP tO" 

[»* ■ 

FACS ■CM^fT* t VF6't BFlB j^&Ba^M^W^^tb^^^ MP20 l±^^&*t* 

VIP3G I^W^-f^flM^ 
ra»*tt5Wfe38</». rsi^^i^t: £ Z p COP t VIP36 0%i5<.jfti«i t WUXJfcfcTIi BF18 
ttflCOP fc-m.^fofc MF20 \tpCOP fcHBs/o^OiMCWttLrfc. KjSRjttStatft 

ERGIC-53 Qffi.frtea.«gc-a^-ct±ir^aA»xfefc-?v^Tfe /?COP fcSfr M*^*^ 

Myc/EKGlC-53/TGN ktOTjEClfttfc Lfcrt*, Myc/ERGIC-63/CI ««M&JtK: 
IttfoTW* L£. Myc/ERGlC-53/CI l±B*ft*A^'* r '#"^fiWte £ 5 JBffi#?aHtLfc t&fc 



Abstracts of the Theses for Master's Degree 

February 16-18, 2006 
Kashiwa Campus of the University of Tokyo 



Yohko Takimori 

Title: Analysis of Intracellular Localization of Modified Cargo Receptors 



Summajfjf 

The raannose lectin ERGIC-53 operates aa a cargo receptor In transport of 
glycoproteins from ER to cis Golgi and the homologous lectin VIP8$ may operate in 
quality control of glycosylation in the Golgi. These lectin* function as diaperonisa and , 
sortiac receptors in the secretory pathway. The sequence similarity between VTP36 
and ERGIC-53 is exist in the carbohydrate recognition domain that shows homology 
to leguminous lectins. In my research, carhohydiate recognition domain of VIP36 was 
replaced with that of sialic arid-binding lectin Maackis amarsusia 
hem&gglutminO&AW or that of galactose-binding lectin Bauiuaifl purpurea 
iect/nCBPA) and attached FLAG-tag. The result from FA.CS of recombinant VtPSS 
showed that FLAGATIPae and FLAG/BPA/V1P36 expressed at tie cell aurfaca but 
FLAG/MAH/V1P3S didn't. The study of localisation of recombinant VTP36 with 
immunofluorescence staining viewed with fhaoiceconco microscopy showed that 
FLAGMAHAMP36 occupied one part of Gol gi apart from, nuclear on apical side and 
FLAG/BhWVIP39 atained Goigi more widely whose pattern was different from 
>1AG/VTP8 6. Stained region of _ Gol gi in FLAG/MAH/VIP36 expreoaing cell, was 
probably trans Golgi be cause adding sialic add to glycoproteins occurs in Crans Golgi. 
Because lectin form oligomer, MF20 catching sialic adds remained mon6j»er and 
could't move. Immuncpreeipitation and SDS-PAGE to investigate oligomer state, 



immunofluorescence stinmng with trans GolfiS marker and immuuoelectron 
microscopy method will provide more information. 

And signal motifs KKFF in cytoplasmic domain of ERGIOS3 attached Mye-tag was 
replaced with that of UDPQT HP1 or Win or TGN33 orCI-MPR that localizes to ER 
or trsriB Golgi network. Immunofluorescence rtaining of recombinant ERGIC-33 
showed that Myc/ERGlC-SS and Myc/ERGIC-53/TGN38 localised nuclear periphery. 
Myc/ERGIC-53/CI-MPR localized apart from nuclear and Spread over except nuclear. 
There is a possibility that transport of Myc/ERGlC-53/CI-MPR was influenced by the 
signal motif of CI-MPR .and localised irana Qolgl network. Amone recombinant 
SRGlC-53, Mye/ERGIC-53/Cl-M?R will transport glycoproteins most efficiently. 
Localisation compared with CI'MPR by immunofluorescence staining and expression 
. at cdl surface by immunoelectron microscopy a ce roqyired. 



